brane domains in these cells is an acylated GFP fusion (Ac-GFP) [11, 12].
efficient endocytosis and are thought to contribute to firmed that cells were arrested in G2-phase because the large majority of these cells (>91%) were monoscission of endocytic vesicles from the plasma membrane [15-17]. We can imagine that endocytosis could nucleate (data not shown). It was not possible to assay effects of overexpressing the TH1 domain alone beaffect membrane composition by removing excess sterol-rich membranes from the cell surface and that cause this protein fragment targets abnormally to the nucleus [5]. myo1p could have a primary function in endocytosis. However, we found that myo1p is not essential for enWe next tested whether myo1p associates with sterol-rich membrane domains. A myo1p-GFP fusion lodocytosis in fission yeast. We used standard endocytosis assays measuring the uptake of a lipid dye FM4-calized to discrete foci that concentrate at sites of cell growth at cell tips and septum and also at the con-64, which assays membrane uptake, and lucifer yellow, which assays fluid phase uptake [18, 19] GFP foci clustered in these ectopic membrane domains ( Figure 4A , cdc15 OE cdc25-22) (100% of ectopic memThe overexpression of myo1p led to formation of ectopic membrane domains. We overexpressed a funcbrane domains have clusters of myo1-GFP, n = 18). To test whether the localization of myo1-GFP is actin detional GFP-myo1p from the strong nmt1 promoter in cdc25 temperature-sensitive cells arrested in G2 pendent, we examined myo1-GFP in cells treated with Lat-A for 5-10 min, which leads to complete disassemphase. Normally, G2-arrested cells exhibit no filipinstaining domains on the cell sides ( Figures 3A and 3B , bly of the actin cytoskeleton. In contrast to a previous report [5] , using confocal microscopy, we detected uninduced). GFP-myo1p overexpression caused the formation of abnormal medial membrane domains on small amounts of myo1-GFP associated with the plasma membrane in the region of the sterol-rich memthe sides of most cells (Figures 3A and 3B, induced) (68.6%, n = 156 versus 7.4%, n = 135 in uninduced brane domains at the cell tips, medial band, and septa ( Figure 4B ). Thus, myo1-GFP can associate in vivo with cells). GFP-myo1p dots were clustered at these abnormal membrane domains ( Figure 3C ). DAPI staining consterol-rich membranes in an actin-independent manner. Figure 5A ). Kymographic analyses of time-lapse sequences showed that 4C, second gradient, fraction 1). Some myo1p sedimented as heavier particles even in the second gradiduring this period, the myo1p foci were also transient and did not exhibit significant lateral movements (Figent; we speculate that these may have lost membrane association or associated with other proteins such as
ure 5B). Imaging of myo1-GFP foci in the focal plane of the plasma membrane also did not reveal lateral moveactin during the procedure. The Ac-GFP protein also cofractioned in the lipid-raft fraction, showing a similar ments. Thus, we found little evidence that myo1p functions to form membrane domains simply by generating behavior to myo1p in these types of gradients (data not shown; see also [12]). Thus, both imaging and biolateral movements toward the future division site, although we cannot rule out that there may be a subset chemical analysis showed that myo1p is a component of sterol-rich membrane domains. of myo1p proteins that are not apparent by our imaging. In summary, we have identified a role for S. pombe The fact that myo1p is a putative motor protein suggests a model in which myo1p organizes large memmyosin I in the organization of membrane domains. Our 
